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Abstract of ON 1328156 (A) 

A process for preparing the fusion protein used for glucose sensor includes such step as synthesizing 
DNA chain for coding polylysine, annealing It at 65 deg.C to become dual-chain short DNA fragment, 
gene splicing to create the expression carrier pPICGLT of fusion protein, linearizing it by restriction 
endonuciease, transferring it Into yeast, screening yeast recon, extracting genom DNA of yeastfor test, 
expressing and purifying fusion protein, culturing transformant in MM culture medium at 30 deg.C for 72 
hr while adding methanol once per 24 hr, linking fusion protein with ceptor, preparing glucose sensor 
and electrochemical test Resultant sensor features wide linear range up to 45 mmol/L, great amplitude 
of response signal and long storage period. 
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[57] «■ 

M#^t£.Xi^iiji: M^^^mmmmnmm dna 

pHCGLTjIRHJi pHCGLT ^lt«ttrt«lH 

stu I mmitBMmmwmmmm wm'prnm 

HE* ll#«6tt««.«r^.#^^« ao-cT MM « 

#it+i«#72/iNBf.#24 4^ mm-wmimfsMm 
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ft M 15 



5'-agctt,aag,aag,aag,aag,aaa,aag,aag,aaa,aag.aag,gc-3' 
5'-ggccgc,ctt,ctt,ttt,ctt,ctt,ttt,ctt,ctt,ct^ctt,ar-3 : 

ss-cmtkmmmm^M dna >ta. mn pgem-tgol DHAmmm^fym 
Cs m^mw pPicGLT &mmmmm stui m^nB, Mm±mwi^it 

^i^itMBM Pichia pastoris GS1I5 ^ i 

mmm.^=fmnm, mMmnmmmm. DNA#pcRit3i!i; 

Sephorose Fast Flow i^it^^iti 

F> iu^ss GLT ^^wmmm. m^m^^mMmnmm±mm.mm^ 
G. mmm^mmmM^, m&iftmmmm^ 2^1 mf-m^mx^ 

nm&m^m^^iftwmmm, tm somgooD mmf 4mi e^i NaHEPEs m 



nm^m^mmm pH7.3 mmm, mkmx loomg mm^-mmm Asomg mm. 
», MMMm o.imoyL, pH6.o mnmmmi^mMm 48 ^m. m^M^ 4-8 



u m ^ 



(disposable) MMWf^^WM^AmM^UB^m'^izm 50%1tt#Tt 

mBm, Mm^^nm^mj^jm^mimmo mm, ^^m%mw^~^m^. 
mmMmi^mmbttgtm^, ^m±m-m^ lo-ismmoVL, ^mm&Mskmm 

5'-agctt,aag,aag,aag.aag,aaa,aag^g.aaa^aag,gc-3' 
5'-ggccgc,ctt,ctt,ttt,ctt,ctt,ttt,ctt,ctt,ctt,{«,».3 

2, mitmmmm, m^m^§L&^^i^mw ppicglt cglt j^mBtm^ 
^m^m&, mt^mmmmmmnmmmmmmmmh ±)^^mm dna 

Mmmmm smB i m mndmmm, mmmmm i. 7Kb w^m. 
:^>t a 2; mn ppic9 DNA m smB imNot I immm^ s. okb 



ji®#pPICGLT(GLTft^GOD-(Ser-GlyHLys),o) (JEWffl 1). 

3, mmmi^ pPicGLT ^pstmrt^si smi m&itB. mm^mwmitm 

^itMBM Pichia pastoris GS1I5 4» . 

5. m^m^ GLT W^ii, i^it^^ 30Vr MD «#|| 

ummmm cynb) ug/L, aie^ sg/L, mmm 20^, 4ooi*g/L) 

mnm^mwm. ot>^=\2-\.5, 2000 # / ^;^'t^i&mi^#aijia. ^iiiaai;^ 

lOmm^^MM (YNB 1.7g/L.aS!ic 5g/L,¥© 12ml/L, i-^jR 400iig/L. iSS 
10g/L,pH 5.6) #24/J>W|filif#tr4»#AP2ml90, 

6, ffli-^se GLT mtwmmk, m^WLm^m.mMM'^mnm^^ 

8> 44fc#lfelM: ^i^f^^^lStillDT^W•%^«t^ii#W Model 270/250 

nm, nm^mwft um^m (Eb-.o.5v, (e,) =+o.5v. fittii 

U% 20raV/S. O.lmol/a. Ettlff, ^3£#%MWf^ffl. itBftM 

•^ffl^£JiniRli^«2i, lEH^W%ffiT <+0.45V, ^Jtf'Ag/AgCl#tk%a). 

iinA20Pi#fi,^«M, ^i^^tiaiflE?F$&a^, An«J»f«w»PJ1tJi*Mi[. 



m 1 ^m-^m&mikmwpncQLTmmmmmm. 

m 2 :fom^mmmwmmmMi&mmmmm'p pgr rm glt 

m 3 ^^nm^mmm^^i^ii^mmm. a) fc-glt b)Fc-GOD. mm-, 

c)Fc-GOD^%a. ^±%ffi(Et)=-0.5V(E,). *3iij$a[=H0.5VmV/s). 

IS 4 jfc>H#il%:®WilttliB. a) Fc-GLT b)Fc-GOD. «®5 

c)Fc-GOD^*®. (X#*H«450iiiV) 

u (±m±xm) mmmwrnrnm dna m mm^nmmm 

S'-agctt,aag.aag.aag,aag,aaa^,aag,aaa,aag.aag,gc-3' 

5'-ggccgc,ctt,ctt,ttt,ctt,ctt,ttt,ctt,ctt,ctt,ctt,a-3 

2, mjtmmmm, mmm-^stmrni^mw ppicglt, ±m^^m dna 
mm esvmtk 7 ^nmmm.mmm dna >i-a(>f-s 1 ); mm pgem-tgol dna 
mmm^i^wmsmiB i m f/indammm, mmwmtmm^ 1. 7Kb 

%>\Wl 2; pPIC9 DNA mSmBimNOt I mUttHl'Bt 8. Okb W^m^^WC. 

mmW% <60pl):10Xbuffer 6 ii 1, J«)|S DNA 45i» 1.0.1% BSA 6u 

l.Pi*Jttrtt)il3ui. 

mmf^m^Mmm^m (8%) tgtij, ^^Islite^iW^ (Saiigoii.Uniq-10) 

mmmnwi. m-sk >t®2, >f-a3fflT, dna ugasem mm^mn 

mmikWLW pPICGLT(GLT iX^ GOD-(Ser-GlyHLys),o) (JEPftffl 1). 

(20i»l), 

L 7Kb DNA 8 pi. 

8. Okb DNA 9iil, 

lOxaiH>«[ 2pl 



T, DNA ii^ j| 1 U 1 

^itMW9 Plchia pmtoris GS115 «f . 

stu I mmwMt 

pPICGLTDNA 44 Pi 

loxmM 6iii 

Stu I 411 1 

2000 # / j^M'(> 5 iJ-^ife*^!!, 10 ml tK. 10 ml SCE mm (Imol/L 

1 mmmol/L EOTA. 10 nmnol/L WWi¥l) ttWi, MMmM^ 10 ml SK 

mm amoi/iiumm. %i m^oi/immmm.nwL^ pht.s) ^, imKiov^imm 

m (Lyticase) 30X1 f^lB 30 jS^M#«c<!^?ffl 10ml llimW- (Imol/L) iJfe 

W?*:. lOmlCaSdOmmol/LCaClj, Imol/L lljm»)j5t-»:, Sitl^jll^^ 0. 6ml 
fi<J CaS ^. m lOOul W.^mW> lOul DNA. 5ul ttfiffl DNA M-^^^MT 
mW 20 ^¥!, MMtoA 1.2ml PEG (3350) i^^MW 15 f 3000g/min 

4 i|S[|im^>JI#. ftlA 150ul SOS (Imol/L lUii»» lOramol/L 

CaCl,.0.3*YPD). mTMW 30 ^tt. ttiffllfiSS^o ffl Iraol/L 
M 0. 5ml. inXm^ 56iC6<l±Mi®M«#a, mBMl^ RD ¥«±. aaifflfi 

mm. ^Mmrmm'^u 2-3 /jNBt. itmrnAmn. mb^ 28-3o-cm 
4> mmmm^mmm 

mm.mmi^it'fmmmM. dna pgr ^m. mMmmmmmwL:^mMW 

1%SDS, lOmmol/L pH7.4 Tris-HCl, lOmmol/L EDTA, 0.05mol/L 
NaCl). iaA 7011 1 sen K ( ISmg/ml) SOi* 1 RNA M, 371CTIiW 2 <|n 

#^ 7ox:t 10 ^mm±&&, MBmK i / lo wm^ smi/i mm 



mmwmnm. m^m±m^m. iF4-cTi6. mom / ^M't^^m^^mm. 
MAmwmmm-ui^mm m-. m.^-, ^fzm=^25, u-. d wsl dna. m±. 

an^M-M't^w. tv^K 2 mm imyn^zmmM dna, %>L^\<xm^ dna 

2 TE m^^. iWA 1 / 10 W^m^ 3mol/L NaAc $1 0. 6 ^Wnn'^^ 

PCR'f*^ (50p1): 





5|il 




3itl 




lul 




liil 


dNTP 




mnW^'^ DNA 


Ipl 


Taq DNA 


0.3p1 


DDW 


34.7P1 



(♦±il?|i^: 5' -TACGTAAGCAATGGCATTGAAGCCAGC-3' 
*T^»?ltls 5' HKKXXKOTCTTmCTTOTnr^ 

57X:. X'k^, ITQ, 2^lt, 30 4*tii1^. mWLWs^^^'^'. 0.5XTBE 
(IBii 0.7%i|[||ll«HfiE. 0.5i»g/iiL mZ.^illfefe. 60V mffi^i^C 1 
-2 /hW, ^H^f^jiXtM^^ Ikb DNA %Wit=fmm. t^WTH^lPia^ 

(jap(tS2). 

SO-CT MM YNBO.ng, (NH4),SO, 

0.5g, 5%¥i^) «#72/^Bt, ^ 24 /jNBtJa-2^¥0. GLT il#«H^^ AOXl 

2o%z,»*tt-ffl)Rii*^tt-ffl o.o2iiioi/L nmmcmnm 

«ftt-±#-*»«afeM 0-0. Iraol/L ^ 0-0. 2iiiol/LNaCl ^gf, i5fe 

EiiA;^ 1.8ml/min) 7ml) -^tSjift^tt^p^Wil^inS 



&^m-^mM^mmitmw^ m loomi). mMmmm^mm.m.mmm-2Q 

^^WMmummB.. god mmm-nmny-. w sigma ^^^^ 

GOD(A.niger)f^^affi^. ffl pH5.6. O.lmol/L 2mg/ml « 

^n. 2mg/ini 4^]ge^z:iir#j»cff loou/mi mm.nM.ik.mmmwi. ^ smi 

4'i^»jj(iA imi m^mmwL^ ami -H-«S4P«^-®#KfP^|giim%»^ 

«301CTSS30 4)-#M. APA2ml Snol/L ^S^ifcSjS. H^OD^. 

WiUH^wm^^M^wmw^mny: somg god 01*^^ 4ini mm- (2 

-|^I^Z.IS) -9l»-N-2 (Ma®)) mSmoVLMn^'^mfmMm pH7.3 

C^WiSJ'^. ^iS^ffl O.lmoI/LHCl O.15mol/L W Na-HEPES 
1J pH IS) ABA lOOmg mmz.mM (EDO # 480mg ^Jf. pH i[«ffi»Ur^ 

7.2-7.3. Bg^iwA 60mg fi^iii^iinifcw. «FiF«ii As^sim'f . m-^mmnw 
^&K±a:«o ffl O.lmol/L. pH6.o mnmmm.w^m 48 /j^w. ^^ittiiaff it 
«T?«sij^ 4-8 ^m^wnB.Mmr.imwmm^md^^=^mM. 
mii¥Kiiftf^a:Wiife^se . m^mm^ mm^ fc-glt. fc-godw fc-god.. 

7> W^s^ft^HWrn 

^l&4'MNepSii%«fe^S->hX#%®*->hAg/AgCl#tt«®. 15X 

15CM m fvcimuismm ±. epjw 30 ^swEPfm^ago *® 
'^^^^%mmi^nmi%Mpm Model 270/250 

T: (Ei)=-0.5V. (E,) =+0.5V. nmm&% lOmVlS, # 



Mi^^m o.imoyLm.itm, i^xm^mmm^m cmmmmsy. i^mmmm 
m^^Mmm^m, ^mMtfy^&r (+o.45v, mm^ Ag/Agci 

M\20iiiwM,mmB, ^it^mmjfmMm, mmnmwmmMmmm, 



ii Qfl 45 i# a 




finnRl ~~~~~ SSnofll 





m 1 



2.0 Kb 
1.6 Kb 



